Protein kinase C activity assay
Protein kinase C activity assay was performed accordingly to manufacturer's instructions. Briefly, 1 x 10 7 CaLu-6 cells were incubated with 10 M imbricatolic acid (IA) for the times indicated in the figures. Cells were washed with cold PBS, resuspended in 0.5 mL of cold PKC extraction buffer (25 mM Tris-HCl pH 7.4, 0.5 mM EDTA, 0.5 mM EGTA, 0.05% Triton, 10 mM -mercaptoethanol, 1 g/mL leupeptin, 1 g/mL aprotinin) and homogenized. After centrifugation for 5 min at 14,000 x g, the supernatants were purified on 1 mL column of DEAE cellulose preequilibrated in PKC extraction buffer, and the PKC-containing fractions were eluted software. All the experiments were performed in triplicate.
